Materials and Methods

Determination of bacterial burden in infected tissues
Using a mouse model of necrotizing fasciitis, mice were euthanized at 24 (n = 3), 48 (n = 3), and 96 (n = 2) h after infection using a lethal intraperitoneal injection of sodium pentobarbital, then infected hindlimbs were collected. Samples were homogenized using a MagNA Lyser Instrument (Roche Applied Science, Penzberg, Germany) for 30 s at 5000 rpm. Bacterial burden in tissues was determined after plating serial dilutions of tissue homogenates, with corrections for differences in tissue weight. S. pyogenes organisms were routinely grown in 5% sheep blood THY (Todd-Hewitt broth plus 0.2% yeast extract) agar plates and cultured at 37°C. To isolate SpeB-negative colonies, serial diluted samples were also plated in THY milk/agar (Todd-Hewitt broth plus 1% yeast extract and 3% skim milk).
covS gene sequencing of SpeB-negative clones
S. pyogenes hypervirulent strains with an inactivated CovR/S system have been reported to lack detectable SpeB (1). S. pyogenes M1T1 strain 5448, used in the present study, contains an intact covRS locus. Therefore, we investigated whether mouse-passaged bacteria in this study retains retained the CovS system mutation, as previously noted (2) . Briefly, SpeB-negative clones were defined by lack of a visual lytic (clearing) zone in THY milk/agar after 48 h of incubation at 37°C ( Figure S4 ). Genomic DNA of SpeB-negative clones was obtained. Primers specific for the covS region (forward -GTCTATATTCGTTATCTCCGCGG, reverse -GCATCAGCTTCTAACCAGTTGT) were used to amplify the gene product by PCR. To identify mutations, nucleotide sequences were obtained using the same primers. Only three clones among the animal-passaged S. pyogenes organisms showed a mutation in the CovS sequence. An amino acid substitution and frame-shifts are highlighted (yellow). Sequences were aligned using the ClustalW alignment program (https://www.genome.jp/tools-bin/clustalw).
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